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Figure 1.1  Amino acid sequences of human leukocyte α-defensins and epithelial cell β-defensins
Shaded areas indicate positions of the six conserved cysteine (C) residues.  Spaces have been added to the HBD-4
sequence to improve alignment of the cysteine residues.
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CHAPTER 3.  MATERIALS AND METHODS
Materials
Chemicals
Bovine serum albumin was from Sigma Aldrich Chemical Co., St. Louis, MO.
Sodium bicarbonate, triethylamine, and hydrochloric acid were from Fisher Scientific,
Pittsburgh, PA.  Bacto-agar and Trypticase Soy Broth (TSB) were from Becton
Dickinson, Sparks, MD.
Antimicrobial Peptides
HNP-1 was purified from a 10% acetic acid extract of human neutrophil granules
by the method of Ganz et al. (3) in the laboratory of Dr. Thomas at the UTHSC College
of Dentistry.  The protein concentration of purified HNP-1 was determined by the method
of Lowry et al. (69) with bovine serum albumin as the standard.
Four 1 mg vials of sterile recombinant HBD-3 were purchased from ProSpec-
Tany TechnoGene Ltd., Rehovot, Israel.  HBD-3 was provided as a lyophilized powder
without additives and was stored dry at -80°C until needed.  HBD-3 (1.0 mg) was
dissolved in 0.647 mL 0.01% acetic acid to give a 300 µM solution, assuming a
molecular weight of 5155.  The 300 µM HBD-3 solution was aliquoted and stored at
-80°C.  Solutions of 100, 50, 30, and 10 µM HBD-3 were prepared by dilution of the 300
µM solution in 0.01% acetic acid and stored at -80°C.
CHRG07 and CHRG01 were synthesized by American Peptide Co, Inc.,
Sunnyvale, CA.  Peptides were provided as lyophilized dry powders with trifluoroacetate
as a counter ion.
A certificate of analysis was provided for each peptide.  Purity was 95.6% and
98.6% for CHRG07 and CHRG01, respectively.  Purity was calculated from the areas of
major and minor peaks on an HPLC chromatogram.  The amino acid composition was
determined for each peptide and was within expected error limits of the composition of
the requested sequence.  Molecular weights of 1982 and 1662 were determined for
CHRG07 and CHRG01 by electrospray liquid chromatography mass spectrometry (LC/
MS) and were close to or the same as the calculated values of 1981 and 1662.
One vial containing 5 mg net peptide weight was provided for each peptide.  The
peptides were stored dry at -80°C until they were solubilized.  Molecular weights of 1981
and 1662 were calculated for CHRG07 and CHRG01, respectively.  CHRG07 (5.0 mg)
was dissolved in 2.523 mL 0.01% acetic acid to give a 1000 µM solution, assuming a
molecular weight of 1981. Solutions of 300, 100, 50, 30, and 10 µM CHRG07 were
prepared by dilution of the 1000 µM CHRG07 solution in 0.01% acetic acid.  CHRG01
(5.0 mg) was dissolved in 3.008 mL 0.01% acetic acid to give a 1000 µM solution,
assuming a molecular weight of 1662. Solutions of 300, 100, 50, 30, and 10 µM
CHRG01 were prepared by dilution of the 1000 µM CHRG01 solution in 0.01% acetic
acid.  The peptide solutions were aliquoted and stored at -80°C.
LPS, Deacyl-LPS, and Lipid A
LPS from E. coli of serotype O111:B4 was purchased from List Biological
Laboratories, Campbell, CA. A.a. LPS was purified from the Y4 strain in the laboratory
of Dr. Jegdish Babu at the UTHSC College of Dentistry using the method of Millar et al.
(70) in which LPS is extracted from an outer membrane fraction (71) by the hot water-
phenol method of Westphal and Jann (72).
Deacylated (detoxified) LPS (deacyl-LPS), prepared by alkaline hydrolysis (73) of
LPS from E. coli serotype O111:B4, was purchased from Sigma Aldrich Chemical Co.
Lipid A (diphosphoryl) prepared  by acid hydrolysis (74) from LPS of the rough (Re)
mutant E. coli K12-D31m4 was purchased from List Biological Laboratories Inc.
LPS and deacyl-LPS were dispersed in water or 10 mM potassium phosphate pH
7.4 buffer by incubating 5 min in a sonicator bath at 25°C.  Lipid A was solubilized with
triethylamine by the procedure of Tanamoto et al. (75).
Bacteria
All bacterial strains were obtained from the American Type Culture Collection
(ATCC), Manassas, VA.  E. coli ML-35 (ATCC 43827) was used as the standard test
organism for measuring defensin activity.  The Y4 strain of A.a. (ATCC 43718) is
serotype b.
Methods
Bacterial Inocula
E. coli ML-35 bacteria were grown to early stationary phase in Medium A-
Glucose (0.06 M potassium phosphate, 1.7 mM sodium citrate, 7.6 mM ammonium
sulfate, 0.014 mM magnesium sulfate, 20 mM glucose) (76). A.a. bacteria were grown as
indicated below in filter-sterilized Trypticase soy broth (TSB).  Portions (1.5 mL) of the
bacterial cultures were frozen at -80°C.  The frozen cultures were used to inoculate
cultures for experiments.
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Bacterial Cultures
An inoculum was thawed and a 1 mL portion was added to 100 mL of TSB.  E.
coli ML-35 bacteria were grown for 16 h to stationary phase in foam-stoppered flasks at
37°C with continuous mixing in a rotary shaker for aeration. A.a. Y4 was grown for 24 h
to stationary phase at 37°C with continuous mixing in sealed 100 mL bottles to restrict
aeration.  Media for both liquid and solid cultures of A.a. were sterilized by ultrafiltration
through 0.2 micron nitrocellulose filters (Nalgene Co., Rochester, NY).  Media for liquid
cultures of E. coli were sterilized by ultrafiltration, and media for solid-phase cultures of
E. coli were sterilized by autoclaving.
For experiments with E. coli, the bacteria in a 10 mL portion of a stationary phase
culture were collected and washed twice by centrifugation at 17,000 x g for 12 min at 4°C
with 10 mM potassium phosphate pH 7.4 buffer.  The washed bacteria were suspended in
the buffer solution to an optical density of 0.6 at 600 nm to give 2 x 108 colony forming
units (CFU)/mL.
For experiments with A.a., a portion of a 24 h culture was diluted 10 fold to 1 x
108 CFU/mL with 10 mM phosphate buffer at 25°C and used immediately.
Antibacterial Assay
Bacteria (106 CFU/mL) in 100 µL total volume (E. coli) or 200 µL total volume
(A.a.) were incubated with gentle mixing in 10 mM potassium phosphate pH 7.4 buffer
with or without 1% TSB.  Antimicrobial peptides and LPS were added in various
concentrations as indicated for each experiment.  Incubation mixtures with E. coli were
incubated 2 or 4 h at 37°C aerobically in 1.8 mL polypropylene vials.  Incubation
mixtures with A.a. were incubated 2 or 4 h at 37°C in 96-well plates that were placed
inside Anaerogen™ GasPak Pouch™ Anaerobic System (Oxoid Ltd., Basingstoke,
Hampshire, England) to lower the oxygen (O2) concentration and raise the carbon dioxide
(CO2) concentration.  At the end of the incubation, the number of viable bacteria was
determined by making serial 1:10 dilutions in sterile 10 mM phosphate pH 7.4 buffer,
plating 0.8 mL portions of the dilutions on solid growth medium (TSB/2% agar), and
counting bacterial colonies after 1 to 2 days at 37°C. E. coli bacteria on solid media were
incubated under air at 37°C. A.a. bacteria on solid media were incubated under 95% air/
5% CO2 at 37°C.  The number of viable bacteria/mL in the incubation mixture was
calculated.
Estimated Molecular Weights of LPS, Deacyl-LPS, and Lipid A
Molecular weights were estimated or calculated for LPS, deacyl-LPS, and lipid A
so that the number of molecules needed to block killing by HBD-3 could be determined.
All LPS preparations are heterogeneous due to variation in the number of repeating units
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in the oligosaccharide part and varying amounts of substitution in the core.  An average
molecular weight of 10,000 Da was reported (77) for LPS of E. coli serotype O111:B4
and was used in calculations in this study.  Because no estimates for the molecular weight
of LPS from the A.a. Y4 strain were found, the same value of 10,000 Da was used.
Figure 1.4 shows schematic representations of the structure of LPS, deacyl-LPS,
and lipid A.  Based on the structure, a molecular weight of 8,704 was calculated for
deacyl-LPS.  The calculation is based on subtracting the molecular weights of one 12-
carbon fatty acid, one 14-carbon fatty acid, and four 14-carbon beta-hydroxy fatty acids
from 10,000, and adding the molecular weight of six water molecules.  A molecular
weight of 1,797 was calculated for lipid A.
Data Analysis
All experiments were performed at least twice with duplicate samples.  The mean
± S.E. (Standard Error), the number of values averaged (n), and the p (probability) value
were determined.  Statistical significance was evaluated by Analysis of Variance
(ANOVA) followed by Scheffe’s f test to calculate p values using StatView 5.0 software.
Values less than 0.05 were considered significant.
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Figure 4.1.  HNP-1 kills E. coli in dilute culture medium
E. coli bacteria (106/ml) were incubated 4 h at 37°C in dilute culture medium without
HNP-1 (control; white bar) or with 0.3 to 30 μM HNP-1 (gray bars). Values shown on the
logarithmic scale in the bar graph are shown in linear form in the table below the graph.
* Significantly different from the control value without HNP-1.
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Figure 4.2.  HBD-3 kills E. coli in dilute culture medium
E. coli bacteria (106/ml) were incubated 4 h at 37°C in dilute culture medium without
HBD-3 (control; white bar) or with 1 to 30 μM HBD-3 (gray bars).
* Significantly different from the control value without HBD-3.
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Figure 4.3.  HNP-1 does not kill A.a. in dilute culture medium
A.a. bacteria (106/ml) were incubated 4 h at 37°C in dilute culture medium without HNP-1
(control; white bar) or with 0.3 to 30 μM HNP-1 (gray bars).
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Figure 4.4.  HBD-3 kills A.a. in dilute culture medium
A.a. bacteria (106/ml) were incubated 4 h at 37°C in dilute culture medium without HBD-3
(control; white bar) or with 1 to 30 μM HBD-3 (gray bars).
* Significantly different from the control value without HBD-3.
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Figure 4.5.  HNP-1 does not kill E. coli in buffer
E. coli bacteria (106/ml) were incubated 2 h at 37°C in buffer without HNP-1 (control;
white bar) or with 1 to 30 μM HNP-1 (gray bars).
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Figure 4.6.  HBD-3 kills E. coli  in buffer
E. coli bacteria (106/ml) were incubated 2 h at 37°C in buffer without HBD-3 (control;
white bar) or with 1 to 30 μM HBD-3 (gray bars).
* Significantly different from the control value without HBD-3.
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Figure 4.7.  HNP-1 does not  kill A.a. in buffer
A.a. bacteria (106/ml) were incubated 2 h at 37°C in buffer without HNP-1 (control; white
bar) or with 1 to 30 μM HNP-1 (gray bars).
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Figure 4.8.  HBD-3 kills A.a. in buffer
A.a. bacteria (106/ml) were incubated 2 h at 37°C in buffer without HBD-3 (control; white
bar) or with 1 to 30 μM HBD-3 (gray bars).
* Significantly different from the control value without HBD-3.
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Figure 4.9.  The peptide CHRG07 kills E.coli
E. coli bacteria (106/ml) were incubated 4 h at 37°C in dilute growth medium without
HBD-3 or CHRG07 (control; white bar), with 5 μM HBD-3 (gray bar), or with 1 to 100
μM CHRG07 (dark gray bars).
* Significantly different from the control value without HBD-3 or CHRG07.
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Figure 4.10.  The peptide CHRG01 kills E. coli
E. coli bacteria (106/ml) were incubated 4 h at 37°C in dilute culture medium without
HBD-3 or CHRG01 (control; white bar), with 5 μM HBD-3 (dark gray bar), or with 1 to
100 μM CHRG01 (light gray bars).
* Significantly different from the control value without HBD-3 or CHRG01.
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Figure 4.11.  The peptide CHRG07 kills A.a.
A.a. bacteria (106/ml) were incubated 4 h at 37°C in dilute culture medium without HBD-3
(control; white bar), with 5 μM HBD-3 (gray bar), or with 1 to 100 μM CHRG07 (dark
gray bars).
* Significantly different from the control value without HBD-3 or CHRG07.
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Figure 4.12.  The peptide CHRG01 kills A.a.
A.a. bacteria (106/ml) were incubated 4 h at 37°C in dilute culture medium without HBD-3
or CHRG01 (control; white bar), with 5 μM HBD-3 (dark gray bar), or with 1 to 100 μM
CHRG01 (light gray bars).
* Significantly different from the control value without HBD-3 or CHRG01.
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Figure 4.13. E. coli LPS blocks HBD-3 killing of E. coli
E. coli bacteria (106/ml) were incubated 4 h at 37°C in dilute culture medium with 0 or 5
μM E. coli LPS then diluted and plated (white bars).  Alternatively, the bacteria were
incubated with 5 μM HBD-3 and various levels of E. coli LPS (gray bars).
* Significantly different from the value with HBD-3 alone.
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Figure 4.14.  A.a. LPS blocks HBD-3 killing of E. coli
E. coli bacteria (106/ml) were incubated 4 h at 37°C in dilute culture medium with 0 or 5
μM A.a. LPS then diluted and plated (white bars).  Alternatively, the bacteria were
incubated with 5 μM HBD-3 and various levels of A.a. LPS (gray bars).
* Significantly different from the value with HBD-3 alone.
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Figure 4.15.  E. coli LPS blocks HBD-3 killing of A.a.
A.a. bacteria (106/mL) with 0 or 5 μM E. coli LPS were incubated 2 h at 37°C in buffer
then diluted and plated (white bars).  Alternatively, the bacteria were incubated with 5 μM
HBD-3 and various levels of E. coli LPS (gray bars).
* Significantly different from the value with HBD-3 alone.
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Figure 4.16.  A.a. LPS blocks HBD-3 killing of A.a.
A.a. bacteria (106/ml) with 0 or 5 μM A.a. LPS were incubated 2 h at 37°C in buffer
witout nutrients then diluted and plated (white bars).  Alternatively, the bacteria were
incubated with 5 μM HBD-3 and various levels of A.a. LPS (gray bars).
* Significantly different from the value with HBD-3 alone.
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Figure 4.17.  Deacyl-LPS blocks HBD-3 killing of E. coli
E. coli  bacteria (106/ml) with 0 or 10 μM deacyl-LPS were incubated 4 h at 37°C in
dilute culture medium then diluted and plated (white bars).  Alternatively, the bacteria were
incubated with 5 μM HBD-3 and various levels of deacyl-LPS (gray bars).
* Significantly different from the value with HBD-3 alone.
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Figure 4.18.  Deacyl-LPS blocks HBD-3 killing of A.a.
A.a. bacteria (106/ml) with 0 or 10 μM deacyl-LPS were incubated 2 h at 37°C in buffer
without nutrients  then diluted and plated (white bars).  Alternatively, the bacteria were
incubated with 5 μM HBD-3 and various levels of deacyl-LPS (gray bars).
* Significantly different from the value with HBD-3 alone.
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Figure 4.19.  Lipid A does not block HBD-3 killing of E. coli
E. coli bacteria (106/ml) with 0 or 10 μM lipid A were incubated 4 h at 37°C in dilute
culture medium then diluted and plated (white bars).  Alternatively, the bacteria were
incubated with 5 μM HBD-3 and various levels of lipid A (gray bars).
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Figure 4.20. Lipid A does not block HBD-3 killing of A.a.
A.a. bacteria (106/ml) with 0 or 10 μM lipid A were incubated 2 h at 37°C in buffer
without nutrients then diluted and plated (white bars).  Alternatively, the bacteria were
incubated with 5 μM HBD-3 and various levels of lipid A (gray bars).
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 CHAPTER 5.   DISCUSSION
Effect of Assay Conditions on Activity of HBD-3 and HNP-1
Previous studies showed that periodontal pathogens were resistant to killing by α-
defensins HNP 1-3 but were killed by β-defensins HBD 1-3.  In those studies, α- and β-
defensins were assayed under different conditions.  Bacteria were incubated with α-
defensins in dilute growth medium, while incubations with β-defensins were in low ionic
strength buffer without nutrients.  Our study compared killing of A.a. and E. coli by HNP-
1 and HBD-3 under the two sets of conditions.  We found that A.a. was resistant to HNP-
1 and killed by HBD-3 regardless of the assay conditions.
Our results confirm studies indicating that A.a. is killed by HBD-3 and other
human β-defensins.  The presence or absence of nutrients had little effect on activity, or
lack of activity, of HNP-1 and HBD-3 against A.a.  There was, however, a big effect on
activity against E. coli.  Both HNP-1 and HBD-3 killed E. coli, and both were more
effective when assayed in the presence of nutrients.  As expected based on studies by
Ganz et al. (3), HNP-1 killed E. coli only in the presence of nutrients.  We found that
HBD-3 killed E. coli in the absence of nutrients but was more effective when nutrients
were present.
Further studies are needed to confirm that all periodontal pathogens are resistant
to human α-defensins and sensitive to human β-defensins.  Other strains of A.a. as well
as other periodontal pathogens should be tested.
At least one periodontal pathogen, Treponema denticola, was reported to be
relatively resistant to killing by human β-defensins (78).  Therefore, some important
periodontal pathogens may be resistant to human β-defensins.  Further studies are needed
to examine the ability of β-defensins to kill periodontal pathogens other than A.a., P.g.,
P.i. and F.n.
Role of HBD-3 N- and C-terminal Regions in Antimicrobial Activity
Compared with HNP-1, HBD-3 has additional amino acid residues at the N-
terminus and C-terminus.  To determine if these additional residues account for HBD-3
activity against A.a., we measured the activity of synthetic peptides CHRG07 and
CHRG01.  These peptides correspond to the first 17 amino acid residues and the last 14
amino acids residues of HBD-3, with serine substituted for cysteine.
The CHRG07 peptide, derived from the N-terminal region of HBD-3, with four
hydrophobic residues and four cationic residues, was equal to HBD-3 in activity against
A.a. on a molar basis.  Therefore, the N-terminal region of HBD-3 accounts for HBD-3
activity against A.a.  Our results are consistent with studies (56,60) that found cysteine
residues and disulfide bonds were not required for HBD-3 activity in vitro.
HBD-3 has a much greater charge (+11) than any of the human neutrophil α-
defensins (+2 or +3), but charge alone can’t account for the greater activity of HBD-3
against A.a.  CHRG07 has a charge of only +4 but is as active as HBD-3 against A.a.
CHRG01 has a charge of +8 but is much less active than CHRG07 or HBD-3 against A.a.
Instead, hydrophobic residues or a combination of hydrophobic and cationic residues
appear important for activity against A.a. Y4.  CHRG01 has no hydrophobic residues.
Further studies with other strains of A.a. and other periodontal pathogens are needed to
determine whether the mixture of hydrophobic and cationic residues in CHRG07 is
always more effective than the more cationic CHRG01.
Further studies could also try to determine the smallest part of HBD-3 that has
activity equal to HBD-3 against A.a.  CHRG07, with three hydrophobic residues among
the first six N-terminal residues and three cationic residues among the last six C-terminal
residues, has a structure like that of a small β-defensin without disulfides.  Further studies
could determine whether a small peptide with three hydrophobic residues linked to three
cationic residues would be as active as HBD-3 against A.a.
As a control, we also measured killing of E. coli by HBD-3 and the N-terminal
and C-terminal peptides CHRG07 and CHRG01.  Our results with E. coli are different
from those reported by Hoover et al. (60).  It was reported that CHRG01 was much more
effective than CHRG07 or HBD-3 against E. coli.  Concentrations that killed 90% of the
E. coli bacteria were 6, 19, and 1 µg/mL for HBD-3, CHRG07 and CHRG01,
respectively.  These levels correspond to 1.2, 9.6, and 0.6 µM.  We found CHRG07 and
HBD-3 were equal in activity against E. coli, and CHRG01 was less effective than
CHRG07 or HBD-3.
There are a number of possible reasons for these differences in results.  There may
be a strain-selective difference in activity against E. coli.  Hoover et al. (60) used E. coli
ATCC 25922, and we used E. coli ML-35 (ATCC 43827).  The assay conditions for the
studies were similar, but there were differences.  Bacteria were grown to mid-logarithmic
phase in the study by Hoover et al. (60), and the bacteria were not washed before dilution
into the assay medium.  We used washed bacteria from the early stationary phase and
incubated 4 h rather than 3 h.  Finally, although we had the CHRG07 and CHRG01
sequences synthesized as specified by Hoover et al. (60), the peptides were synthesized at
different times in different laboratories.  Side-by-side comparison of their preparations
and ours would be needed to determine whether they have equal activity.  Further studies
with additional E. coli strains would also be needed to determine which peptide is usually
more effective against E. coli.
Hoover et al. (60) also tested CHGR07 and CHRG01 against another gram-
negative bacterium (Pseudomonas aeruginosa), two gram-positive bacteria
(Staphylococcus aureus and Enterococcus faecium) and the fungus C. albicans.  It was
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reported that CHRG07 with a mixture of hydrophobic and cationic amino acids was more
effective than the highly cationic CHRG01 against all of these organisms.  The effect was
most pronounced for the gram-positive organisms and C. albicans.  These results are
more consistent with our results with both A.a. and E. coli.
Some studies report that HBD-3 antimicrobial activity is less subject to
interference by physiologic levels of salt and divalent cations compared with the activity
of α-defensins (e.g. 9,6,79).  The high positive charge of HBD-3 may be responsible for
decreased interference by salt.  High salt disrupts electrostatic interactions between
positive and negative charges such as those involved in binding of cationic defensin
peptides to anionic microbial components.
Further studies are needed to determine whether CHRG07 would become less
effective than HBD-3 at high salt concentrations because it has a smaller positive charge.
Studies with CHRG01 might also find that it is more resistant to interference by salt
because of its high positive charge.
Binding of HBD-3 to LPS
Our third objective was to determine if HBD-3 binds to LPS purified from E. coli
and A.a.  LPS on the surface of gram-negative bacteria might act as the receptor for
defensin binding.  Our results show that HBD-3 does bind to LPS and that one molecule
of HBD-3 binds to one molecule of LPS.  Results were similar with LPS from A.a. or E.
coli, indicating that HBD-3 binds equally well to E. coli and A.a. LPS, despite the small
differences in LPS structure between these organisms.
Role of Lipid A in HBD-3 Binding to LPS
Although HBD-3 binds to LPS and the hydrophobic residues of HBD-3 appear to
be important for activity against A.a., there was no evidence for hydrophobic binding of
HBD-3 to LPS.  Deacyl-LPS without the hydrophobic fatty acids bound HBD-3 and
blocked activity.  Deacyl-LPS was as effective as LPS, indicating that the fatty acids were
not required for binding of HBD-3 to LPS.  Lipid A did not block HBD-3 activity,
indicating that HBD-3 does not bind to lipid A.
Further studies could try to determine whether HBD-3 binds like a lectin to
carbohydrate of the LPS oligosaccharide and core or whether cationic amino acid residues
of HBD-3 bind electrostatically to negative-charged phosphate groups of the LPS core.
Hydrophobic amino acids of HBD-3 are important for antimicrobial activity
against A.a. but must be involved in some process other than binding to LPS.  Further
studies could determine if HBD-3 binds to membrane phospholipids or hydrophobic
membrane proteins or inserts into bacterial membranes.
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General Significance of This Study
HBD-3 is effective against many periodontal pathogens, but periodontal disease
remains a significant problem affecting at least 30% of the population.  Therefore, HBD-3
does not protect everybody against periodontal disease.  HBD-3 levels may not be
adequate to protect the tissues when the microbial burden is high, or HBD-3 may be
expressed in deep layers of the epithelium and may not prevent bacterial penetration
through the surface layers.  HBD-3 may also be destroyed by some periodontal
pathogens.  Proteolytic enzymes called gingipains produced by P. gingivalis have been
reported to destroy HBD-3 (79).  There may also be differences in the amounts of HBD-3
expressed by different individuals or by the same individual at different times.  Most of
the genes for defensins are clustered on chromosome 8 and the number of copies of these
genes is subject to individual variation (11).  Defensin genes have also been reported to
have a high rate of single nucleotide polymorphisms (80,81).  A variation in an
untranslated region of the gene for HBD-1 was reported to be associated with protection
from oral candidiasis (82).  The same gene variant was reported to influence the level of
HBD-1 and HBD-3 mRNA expression by oral keratinocytes.
Small synthetic peptides with good activity against periodontal pathogens might
be useful as topical agents to prevent or treat periodontal disease.  Candidate peptides
with good antimicrobial activity would also need to be tested to be sure they would not be
pro-inflammatory or easily degraded by proteases.  Small peptides cost less to make, are
more easily purified than larger peptides or proteins and are less likely to be contaminated
with endotoxin.  Small peptides are also less likely to provoke an immune reaction.
Further studies may lead to the development of clinically-useful synthetic peptides.
Overall Significance
Gingival and periodontal diseases, in their various forms have afflicted mankind
since the start of history.  Periodontitis is very common and is widely regarded as the
second most common disease worldwide after dental decay.  In the United States, 30-50%
of the population has periodontitis but only about 10% has severe forms.  Periodontitis
appears to be more prevalent in economically disadvantaged populations or regions.  In
the third National Health and Nutrition Examination Survey (NHANES III, 1984-94),
50% of non-institutionalized adult Americans were found to have gingivitis on at least
three teeth.
Periodontitis is a gram-negative infection resulting in severe inflammation with
the potential for intravascular dissemination of microorganisms and their products
throughout the body.  Periodontitis is linked to many systemic health problems
including atherosclerosis and diabetes. New approaches are needed to prevent and
treat disease.
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Understanding why human leukocyte α-defensins are ineffective against
periodontal pathogens such as A.a., while human epithelial cell β-defensins are effective
will help to understand the disease process and may lead to new approaches to treat and
prevent periodontal disease.
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